Investigations over the last decade have established the essential role of growth factors and their receptors during angiogenesis and carcinogenesis. The vascular endothelial growth factor receptor (VEGFR) family in mammals contains three members, VEGFR-1 (Flt-1), VEGFR-2 (KDR/Flk-1) and VEGFR-3 (Flt-4), which are transmembrane tyrosine kinase receptors that regulate the formation of blood and lymphatic vessels. In the early 1990s, the above VEGFR were structurally characterized by cDNA cloning. Among these three receptors, VEGFR-2 is generally recognized to have a principal role in mediating VEGF-induced responses. VEGFR-2 is considered as the earliest marker for endothelial cell development. Importantly, VEGFR-2 directly regulates tumor angiogenesis. Therefore, several inhibitors of VEGFR-2 have been developed and many of them are now in clinical trials. In addition to targeting endothelial cells, the VEGF/VEGFR-2 system works as an essential autocrine/paracrine process for cancer cell proliferation and survival. Recent studies mark the continuous and increased interest in this related, but distinct, function of VEGF/VEGFR-2 in cancer cells: the autocrine/paracrine loop. Several mechanisms regulate VEGFR-2 levels and modulate its role in tumor angiogenesis and physiologic functions, i.e.: cellular localization/trafficking, regulation of cis-elements of promoter, epigenetic regulation and signaling from Notch, cytokines/growth factors and estrogen, etc. In this review, we will focus on updated information regarding VEGFR-2 research with respect to the molecular mechanisms of VEGFR-2 regulation in human breast cancer. Investigations in the activation, function, and regulation of VEGFR-2 in breast cancer will allow the development of new pharmacological strategies aimed at directly targeting cancer cell proliferation and survival.
Introduction
Formation of the primary vascular plexus in the embryo is driven by vasculogenesis; additional blood vessels are generated by angiogenesis, which are progressively pruned and remodeled into a functional adult circulatory system [1] . Vasculogenesis encompasses the transformation of mesodermic angioblasts into endothelial cells (EC) and further development of new blood vessels. In contrast, angiogenesis is the sprouting of new capillaries from pre-existing blood vessels that involves endothelial cell differentiation, proliferation, migration, cord formation and tubulogenesis [1] . Many endothelium-specific molecules can influence these processes, including members of the VEGF, angiopoietin and ephrin families. In addition, non-vascular endothelium-specific factors contribute to blood vessel formation, i.e., platelet-derived growth factor, PDGF and transforming growth factor-β, TGF-β families [2] .
Crucial factors for blood vessel formation are the VEGF members showing multiple interactions with receptor tyrosine kinases (RTK), namely VEGFR-1 (fms-like tyrosine kinase, Flt-1) [3] , VEGFR-2 (fetal liver kinase, Flk-1 in mice or KDR in humans) [4] [5] [6] , VEGFR-3 (Flt-4) [7] . A fourth receptor, Flt-3/Flk-2, belonging to the RTK family, was identified, but it does not bind to VEGF [8] . Receptor Neuropilins 1 and 2 (NRP-1/-2) are another class of highaffinity non-tyrosine kinase receptors for VEGF on endothelial and neuronal cell surfaces [9] . VEGF-A is the major form that binds and signals through VEGFR-2 to develop blood vessels and maintain the vascular network [10] . In this respect VEGFR-2 is essential for life [11] . This is supported by the fact that homozygous-deficient Flk-1 mice die in the second week of gestation as a consequence of insufficient development of hematopoietic and EC [4] . In contrast, VEGF signals through VEGFR-1 (Flt-1) are also required for the organization of embryonic vasculature, but they are not essential for endothelial cell differentiation. Indeed, homozygous mice for targeted mutation of VEGFR-1 gene produce EC from angioblasts, but develop non-functional blood vessels and die at around 10 days of gestation [12] . VEGFR-2 mediates the major growth and permeability actions of VEGF [13] , whereas VEGFR-1 may have a negative role, either by acting as a decoy receptor or by suppressing signaling through VEGFR-2 [2] . VEGFR-3 binds VEGF-C and VEGF-D to mainly regulate lymphatic EC [9] . However, VEGFR-3 is also essential for early blood vessel development and plays a role in tumor angiogenesis [14, 15] . The Flt-3/Flk-2 receptor (CD135) binds the Flt-3 ligand to promote the growth and differentiation of primitive hematopoietic cells. Flt-3/Flk-2 is expressed on CD34+ hematopoietic stem cells, myelomonocytic progenitors, primitive B cell progenitors, and thymocytes and control differentiation of hematopoietic and nonhematopoietic cells [8, 16] .
VEGFR-2: a committed pro-angiogenic receptor
VEGFR-2 is a transmembrane receptor that plays an important role in endothelial cell development [1, 17] and is thought to mediate the key effects of the endothelial-specific mitogen VEGF on cell proliferation and permeability. Therefore, the majority of VEGFR-2 actions are related to angiogenesis [18, 19] .
Structure of VEGFR-2
VEGFR-2 was discovered before the identification of its ligand, VEGF [1, 2] . The receptortyrosine kinase named KDR in human [2, 20] , Flk-1 [4] or NYW/FLK-1 in mice [21] and TKr-11 in rat [22] was earlier identified as a transducer of VEGF in EC [23] . VEGFR-2 consists of 1356 and 1345 amino acids in humans and mice, respectively, and can be separated into four regions: the extracellular ligand-binding domain, transmembrane domain, tyrosine kinase domain, and downstream carboxy terminal region [3] [4] [5] [6] . The extracellular ligand-binding domain consists of seven immunoglobulin (Ig)-like domains with the ligand-binding region being localized within the second and third Ig domains [24] [25] [26] [27] . Shinkai et al, further demonstrated that the third Ig-like domain is critical for ligand binding, the second and fourth domains are important for ligand association, and the fifth and sixth domains are required for retention of the ligand bound to the receptor molecule [26] . Ligand-binding specificities of VEGFR-2 differ from VEGFR-1; VEGFR-2 binds VEGF-A, VEGF-C, VEGF-D and VEGF-E [28] [29] [30] [31] [32] , whereas VEGFR-1 binds VEGF-A, VEGF-B and PIGF [33] [34] [35] .
The classic interpretation of ligand-binding specificities is currently used for all aspects of vascular effects driven by VEGF-VEGFRs, which have helped in elucidating their function. However, the potential formation of VEGFR heterodimers, i.e., VEGFR-2-VEGFR-1 [36] and VEGFR-2-VEGFR-3 [37] has generally been understated. It was noticed that substantial differences in signal transduction occur upon distinct VEGFR heterodimers complex formation because kinase domains and substrate specificities differ [33, [36] [37] [38] [39] . These complexes can also differentially interact with VEGF and PIGF [33, 36] resulting in unique signaling pattern and likely different feedback mechanisms [38] .
VEGFR-2 signaling pathways and targeted effects
VEGFR-2 actions heavily depend on the specific activation of tyrosine amino acid residues within the intracytoplasmatic tail of the receptor (for Review see [40, 41] ). The majority of VEGFR-2 intracellular domains contain tyrosine residues that are involved in redundant actions on vasculogenesis or angiogenesis. VEGFR-2 signals affect vascular permeability and proliferation, survival and migration of EC [42, 43] . The upstream phosphorylation of a tyrosine residue (Y801) within the juxtamembrane domain of VEGFR-2 seems to be required for the subsequent activation of the catalytic domain. However, the biological implications of these findings need to be further investigated [44] . Specific serine residues in the VEGFR-2 intracytoplasmatic region are targeted by protein kinase C (PKC) and involved in regulatory mechanisms of receptor levels (ubiquitinylation and degradation) [45] .
VEGF binding to VEGFR-2 triggers the specific activation of tyrosine amino acid residues within intracytoplasmatic tail of the receptor inducing multiple signaling networks that result in endothelial cell survival, proliferation, migration, focal adhesion turnover, actin remodeling and vascular permeability [40] . Signaling through mitogen-activated protein-kinase (MAP; including MEK-p42/p44 MAPK and p38 MAPK; linked to proliferation) [40, 46] and phosphatidylinositol 3′ kinase (PI-3K)/V-akt murine thymoma viral oncogene homolog 1 (Akt1; linked to survival) [47] are common receptor tyrosine kinase activation patterns. Additional signaling pathways are also triggered upon VEGFR-2 activation, i.e., phospholipase C gamma (PLCg)-protein kinase C (PKC; linked to proliferation) [48] , focal adhesion kinase (FAK; linked to migration) [47] and T Cell-Specific Adapter (TSAd)-Src kinase (linked to migration and vascular permeability) [49] (See Fig 1) . Recent data suggest that overexpression of caveolin-1 in prostate cancer cells specifically induce phosphorylation of tyrosine 951 in the VEGFR-2 intracytoplasmatic tail and increases angiogenesis [50] . On the other hand, tyrosine 1175 mediates both PLCγ-1 and protein kinase A (PKA)-dependent signaling pathways required for VEGF-induced release of von Willebrand factor from EC [51] . However, the involvement of specific VEGFR-2 intracytoplasmatic domains and associated activation of specific signaling pathways and driven functions is a point of controversial discussion. Dayanir et al, found that activation of PI-3K/S6 but not Ras/MAPK kinase pathway is responsible for VEGFR-2-mediated cell growth [52] . Inhibition of p38 MAPK activity enhances VEGF-induced angiogenesis in vitro and in vivo and prolonged ERK1/2 activation and increased endothelial survival, but abrogated VEGF-induced vascular permeability [53] . Intriguingly, VEGF-mediated proliferation of VEGFR-2 transfected fibroblasts was slower and weaker than in EC, suggesting the cell type-specific signaling mechanism(s) [46] . These results open the possibilities for differential signaling mechanisms/responses to VEGF via VEGFR-2 in cancer compared to EC. Inconsistent reports on VEGFR-2 signaling capabilities could be due to the complex interplay of signaling and inhibiting actions of other VEGF receptors. In addition, the activation and signaling of VEGFR-2 could also be modified by the formation of VEGFR-2 heterodimers exhibiting differential signaling potential as described above.
The autocrine/paracrine VEGF/VEGFR-2 loop: a cancer cell survival process
Intensive research has been done on VEGF/VEGFR-2 roles in vascular functions [40] . However, only a small number of reports highlight a lesser known function of VEGF signaling that can directly impact cancer cell survival: the autocrine loop in cancer cells. Some reports suggest that a strict molecular requirement for these autocrine actions of VEGF is the expression of VEGFR-1 as it was found in colon carcinoma [54] . In line with these data, Wu et al, further reported that selective signaling through VEGFR-1 on breast cancer cells supports tumor growth through downstream activation of the p44/42 MAPK or Akt pathways [55] . However, in breast cancer cells, VEGFR-2 isoform was not initially linked to cell survival [54, 56] . The co-expression of NRP-1 [57] and α6β4 integrin [56] but not VEGFR-2, was found essential for the binding of VEGF and activation of the PI-3K survival signaling pathway in breast cancer cells. Moreover, it was suggested that breast cancer cells do not express VEGFR-2 [56, 57] . In contrast, VEGF/VEGFR-2 was found to be essential to cell survival in either estrogen receptor positive (MCF-7) [58, 59] or negative cells (MDA-MB-468) [59] after tamoxifen treatment. A signaling cascade from VEGFR-2 via ERK1/2 to Ets-2 phosphorylation was correlated to better survival of untreated patients [59] . Moreover, a VEGF/VEGFR-2/p38 kinase link was involved in poor outcome for tamoxifen-treated patients [58] . VEGF stimulation of Akt phosphorylation and activation of ERK1/2 correlated to VEGFR-2 expression and activation in various breast carcinoma cell lines and primary culture of breast carcinoma cells [60] .
Findings from our laboratory suggest that mouse (4T1, ER +) [61] and human breast cancer cells (MCF-7, ER+ and MDA-MB-231, ER−) express VEGFR-2 in vitro and in vivo [62] . Interestingly in these cells the expression of VEGF and VEGFR-2 was linked to leptin signaling. Leptin is a small nonglycosilated protein (16 kD) product of the ob gene. White adipose tissue is the primary source of leptin in benign tissue but it is also expressed and secreted by cancer cells. Leptin is a known mitogenic, inflammatory and angiogenic factor for many tissues [63] and increases the levels of VEGF/VEGFR-2 in cancer cells [61, 62, 64] . Therefore, leptin from corporal, mammary adipose tissue or cancer cells could affect cancer cells through autocrine and paracrine actions. Leptin increased the proliferation of 4T1 cells, but treatment with anti-VEGFR-2 antibody resulted in a further increase in leptin-induced VEGF concentrations in the medium. This suggests a feedback loop between VEGF expression and VEGFR-2 that could be linked to cell survival/proliferation [58] . Remarkably, inhibition of leptin signaling mediated an impressive reduction of tumor growth in mice that paralleled a significant reduction of VEGF and VEGFR-2 levels [61, 62] .
The endothelial-independent VEGF/VEGFR-2 autocrine loop was found essential for leukemia cell survival and migration in vivo [65] . Results from these studies suggest that effective antiangiogenic therapies to treat VEGF-producing and VEGFR-expressing leukemias may require blocking both paracrine and autocrine VEGF/VEGFR-2 angiogenic loops to achieve long term remission and cure [65] . On the other hand, stimulation of the proliferation of prostate cancer cells by VEGF depends on the presence of VEGFR-2 through autocrine loops generated by IL-6 [66] . Overall these data suggest that targeting the VEGF/VEGFR-2 autocrine loop in cancer may be an innovative way to treat the disease. However, the relationships between activation of specific intracellular domains of VEGFR-2 and autocrine actions of VEGF in cancer cells remains to be studied in detail.
Expression of VEGFR-2 in human Breast Cancer and other cancer types
Because of the potential role of VEGFR-2 in tumor angiogenesis, its expression was investigated in breast carcinoma soon after it was identified as a tyrosine kinase-receptor for VEGF [23] . Upregulation of VEGFR-2 mRNA was found earlier in invasive primary and metastatic breast cancers [67] . Western blot and immunohistochemical analyses of endothelium and epithelium of mammary ducts in carcinomas, fibroadenomas and fibrocystic breast disease showed positive expression of VEGFR-2, which was also found in tumor stroma [68] . VEGFR-2 expression correlated with VEGF expression that suggested these molecules were co-expressed in breast cancer; however, this was not significantly associated with patient survival [69] . In addition, tumor-specific expression of VEGFR-2 correlated strongly with expression of VEGF-A and progesterone receptor (PR) negativity, whereas VEGF-A was not associated with hormone receptor status [70] .
In vitro studies demonstrated that VEGFR-2 receptors are largely expressed in breast cancer [58] [59] [60] [61] [62] 64] and colon cancer cells as well as intra-tumoral vasculature [71] and VEGFR-2 mRNA is expressed in breast cancer [64] as well as several pancreatic cancer cell lines [72] . In situ hybridization analyses revealed that 85% of human ovarian cancer specimens showed moderate to high VEGFR-2 expression [73] and some western blotting in small cell lung cancer (SCLC) cells analyses detected high VEGFR-2 [74] .
Invasive and in situ breast cancers express many angiogenic factors and this process was found throughout all tumor stages [75] . Nakopoulou et al, detected VEGFR-2 in 64.5% (91/141) of invasive breast carcinomas showing a widespread cytoplasmic expression in most of the neoplastic cells [76] . VEGFR-2 expression was well correlated with the nuclear grade of the invasive breast carcinoma (P = 0.003), but demonstrated no correlation with histologic grade, stage, and patient survival [76] as was previously noticed [69] . In cervical adenosquamous carcinoma, VEGFR-2 positivity was observed in 22 of 30 cases (73.3%) but was significantly associated with lack of metastasis (P = 0.038) [77] .
In contrast, other studies suggest that not only the overexpression of VEGFR-2 occurs in cancer, but also the expression of VEGFR-2 relates to the disease stage, recurrence and worse outcome. VEGFR-2 was found weakly expressed in normal tissues or cells, but VEGFR-2 overexpression was reported in various cancers including lung, colon, uterus, ovarian cancer, as well as breast cancers [71] . In colon cancer, VEGFR-2 positive rate was found 46.7% [78] . In esophageal adenocarcinoma and squamous cell cancer, VEGFR-2 positive rate was 100% [79] . The VEGFR-2 protein-positive phenotype of kidney clear cell carcinoma was relatively frequent (7/20, 35%), but was lost in bone metastases (2/20, 10%) [80] . Increased VEGFR-2 expression correlates with several features that predict progression of urothelial cancer, including disease stage and invasive phenotype. VEGFR-2 expression correlated with disease stage (coefficient 0.23, P = 0.05). In addition, VEGFR-2 expression increased with tumor invasion into the muscle (P <0.01) [81] . Moreover, in primary glioblastomas amplification of VEGFR-2 occurs frequently but also occurs in lower-grade gliomas and in their recurrent tumors [82] . Elevated expression of VEGFR-2 in HCC (hepatocellular carcinoma) was correlated with worse outcome following liver transplantation. Vascular invasion was consistently associated with HCC recurrence (P<0.01) and overall mortality (P<0.05). Subjects with VEGFR-2 overexpression in tumor arterioles (P<0.01), venules (P<0.05) had worse overall survival [83] . Table I shows relative levels of expression of VEGFR-2 in different cancer types.
Interestingly, in breast cancer VEGFR-2 expression was significantly correlated with two wellestablished proliferation indices, Ki-67 (P = 0.037) and topo-IIα (P = 0.009). This suggests VEGF may exert growth factor activities on mammary cancer cells through its receptor VEGFR-2 [76] . Taken together, these data suggest that high-levels of VEGFR-2 may potentially serve as a biomarker in cancer.
Regulation of VEGFR-2 levels
Despite the essential role of VEGFR-2 in angiogenesis and carcinogenesis the molecular mechanisms controlling its expression are only partially known. Regulation of VEGFR-2 expression involves a series of complex mechanisms, which include epigenetic changes, transcriptional regulation, cellular localization/trafficking, ligand binding, co-activator activity, adhesion molecule expression, constitutive-embryonic derived signaling pathways and cytokine-growth factor regulation. In addition, VEGFR-2 can assemble functional complexes composed of homodimers and heterodimers with other VEGF receptors and coreceptors that can bind VEGF or other angiogenic ligands thereby affecting VEGFR-2 signaling capabilities (Fig 2) .
VEGFR-2 co-activators, cellular localization and trafficking
Heparin and heparan sulfates (components of proteoglycans, HSPGS) have affinity for VEGF165 (VEGF-A), the major isoform of VEGF, promoting enhanced phosphorylation of VEGFR-2. This probably occurs by enhancing ligand binding capabilities to VEGFR-2. Therefore, HSPGs affect the localization, extent and intensity of VEGFR signaling [84] . NRP-1 can stabilize the VEGF/VEGFR-2 complex and particularly increase tumor angiogenesis [85] . Blood flow could likely activate VEGFR-2 through the formation of mechanosensory complexes [86] . Adhesion molecules (PECAM-1 and VE-cadherin) [86, 87] and αvβ3 integrin [88] interplay with VEGFR-2 under diverse biological scenarios controlling VEGFR-2 expression and signaling. β3-integrin can limit the interaction of NRP-1 with VEGFR-2, thus negatively affecting VEGF-mediated angiogenesis [89] . Invasive ductal carcinoma has decreased expression of α6-integrin associated with higher tumor angiogenesis presumably linked to VEGFR-2 expression. Indeed, loss of α6-integrin correlates to overexpression of activated VEGFR-2 in murine melanoma and lung carcinoma in endothelial-specific α6-knockout mice [90] . However, the specific mechanisms involved in VEGFR-2 overexpression in tumors from these mice remains to be investigated. A negative regulator of angiogenesis is thrombospondin-1 (TSP-1 or CD36). This molecule negatively modulates VEGF actions through a complex with β1-integrin and VEGFR-2 [91] .
Inverse regulation of VEGFR-1 and VEGFR-2 could play an important role in controlling the growth and differentiation of tumor-associated EC. VEGF signaling through JNK/c-Jun pathway induces endocytosis, nuclear translocation and ubiquitin-mediated downregulation of VEGFR-2 in human squamous-cell carcinomas [92] . A model recently proposed suggests that a negative feed-back loop regulates VEGFR-2 activities through the differential segregation/ localization of VEGFR-1 and VEGFR-2 [89, 90] . The higher affinity of VEGFR-1 for VEGF blocks VEGFR-2 activation. In the model, Ca (2 + ) induces the translocation of VEGFR-1 from the trans-Golgi network to the plasma membrane allowing preferential binding of VEGF. VEGFR-2 is degraded after activation by ubiquitin-mediated proteolysis that is linked to ESCRT (endosomal sorting complex required for transport) and to Rab GTPases [93] . This could also be stimulated by PKC pathway that requires the removal of VEGFR-2 carboxyl terminus [94] . Differential trafficking of VEGFR-2 is potentially due to the formation of complexes with diverse angiogenic regulators. These processes occur through the endosomal pathway controlling angiogenesis [95] .
Regulation of VEGFR-2 expression: Cis-elements of VEGFR-2 promoter
The VEGFR-2 gene promoter is highly complex with multiple cis-elements [96] . Regulation of VEGFR-2 expression is dependent on a number of factors, including cell context. VEGFR-2 gene promoter in humans (KDR) and in mice (Flk-1) does not have a TATA box region, but does have several DNA binding sites for general and tissue-specific transcription factors. Therefore, VEGFR-2 belongs to class II promoter structure. This TATA-less gene contains four upstream Sp1 sites and a single transcription start site [97] that binds multi-functional transcription factor TFII-I for gene expression [98] . Transfection of VEGFR-2 promoter constructs into bovine aortic EC (BAECs) showed that basal activity of VEGFR gene was primarily associated with the GC-rich −95 to −60 region of the promoter, which contains Sp, AP-2, and nuclear factor-κB (NFκB motifs) [96] . cAMP response element binding protein (CREB) and NFκB-related antigens bind specific sequences in the VEGFR-2 promoter of BAECs [98] .
DNA footprinting studies also showed that protected sequences between −110 and −25 in human umbilical vein EC (HUVECs) were critical for VEGFR-2 promoter activity. However, comparable interactions were not observed in fibroblasts or HeLa cells [99] . Other studies also showed that the GC-rich −79 to −68 region of the promoter was essential for activity in EC [100] . This region bound both Sp1 and Sp3; however, their results suggested that Sp1 expression enhanced VEGFR-2 expression but that Sp3 attenuated this response. In contrast, another report showed that basal and shear stress-induced activation of VEGFR-2 promoter constructs in HUVECs was primarily dependent on two more proximal GC-rich sites at −58 and −44 bp [101] . Sp1-dependent DNA binding within −77 and −60 region of VEGFR-2 promoter seems to be essential for the regulation of both mRNA and protein in human EC by Rac-1 (a small Rho-GTPase) [102] . Consensus or nonconsensus estrogen receptor element (ERE motifs) has not been found in 5′ VEGFR-2 promoter region [96] . Results from chromatin immunoprecipitation assays (ChiPs) demonstrated that ER is constitutively bound to the VEGFR-2 promoter and that these interactions are not enhanced after treatment with estradiol (E2), whereas ER binding to the region of the pS2 promoter (a human breast cancer marker) containing an ERE element is enhanced by E2 [103] . Hormone-induced activation of the VEGFR-2 promoter constructs requires Sp3 and Sp4 but not Sp1, demonstrating that hormonal activation of VEGFR-2 involves a nonclassical mechanism in which ERα/Sp3 and ERα/Sp4 complexes activate GC-rich sites where Sp proteins, but not ERα, bind DNA [103] . Analysis of the mouse VEGFR-2 promoter sequence revealed the presence of binding sites of additional transcriptional factors, which related to angiogenesis previously reported. Putative transcription factor binding sites are systematically listed in Table II . Investigations using assays for transcription factor binding (EMSA, electrophoretic mobility shift assay, or others), ChiPs and luciferase reporter gene (containing binding site mutations) will be essential to further elucidate the molecular mechanisms involved in the regulation of VEGFR-2.
Epigenetic regulation of VEGFR-2
Growth of malignant cells including breast cancer and metastasis involves coordinating changes in expression programs of multiple genes. Since genomic expression programs are regulated by the epigenome, it stands to reason that epigenomic changes plays a critical role in oncogenesis. Histone modifications could be promoted by several processes including methylation, acetylation, phosphorylation, and ubiquitination that modulate binding interactions with specific proteins and chromatin structure. Transcriptionally active regions are generally hypoacetylated or hypermethylated. Main mechanisms involved in epigenetic regulation of gene expression are methylation of chromatin proteins and deacetylation of DNA nitrogen bases related mainly to methyltransferase and deacetylase activities, respectively [104] .
The promoter DNA-methylation of specific genes is a well-known mechanism of epigenetic gene silencing in oncogenesis [105] . DNA methylation, especially in CpG-rich 5Prime; regions, inhibits transcription by interfering with the initiation or by reducing the binding affinity of sequence-specific transcription factors. Yamada et al, reported that aberrant promoter methylation of VEGFR-1 (Flt-1) was found in 24 (38.1%) of 63 primary local prostate cancer samples, while in all 13 benign prostate samples it was not [106] . These findings suggest that methylation of VEGFR-1 is related to prostate carcinogenesis. Nevertheless, it is still unclear what role the VEGFR-1 plays in the development and progression of prostate cancer [106] . A putative oncogenic enzyme, Smyd3, dimethylates VEGFR-1 at lysine 831 (K831me2). However, the biological consequences on tumor growth of these epigenetic changes are unknown [107] .
Scarce information on VEGFR-2 methylation is currently available. In a recent report, VEGFR-2 methylation was detected at a significantly higher level in cancer tissues of stomach, colon and hepatocellular cancer [108] . It is not know whether VEGFR-2 methylation also occurs in human breast cancer. As VEGFR-2 was not detected in some cases of invasive breast carcinomas, this may implicate hypermethylation of VEGFR-2 as a cause for this subset of breast cancer patients [76] . Results from our laboratories show that the inhibition of VEGFR-2 gene methylation using aza-2′-deoxycytidine (5-AZA) significantly increases the expression of VEGFR-2 mRNA in mouse mammary cancer cells. These data support the hypothesis that VEGFR-2 methylation could play an important role in regulating VEGFR-2 expression in breast cancer (unpublished results).
Another epigenomic regulatory mechanism of VEGFR-2 is chromatin modification. Chromatin packages the genetic information in either accessible or inaccessible configurations [109, 110] . Some extensively studied modifications are methylation and acetylation of lysines at the tails of H3 and H4 histones [111, 112] . The state of histone acetylation is dynamic and is determined by equilibrium of acetylation catalyzed by histone acetyltransferases (HAT) and deacetylation catalyzed by histone deacetylases (HDAC) [113] . HATs and HDACs are recruited to target genes by either activator or repressor complexes [113] . Deacetylation of VEGFR-2 gene could also play a role in its epigenetic control. Trichostatin A (TSA, an inhibitor of HDAC) upregulates the expression of VEGFR-1 and VEGFR-2, but downregulated NRP-1 and NRP-2 in non-small cell lung cancer [114] . Functional studies in BAECs demonstrate that cAMP represses whereas tumor necrosis factor-α (TNF-α) an activator of NFκB, stimulates promoter activity. Histone acetyltransferases (HATs) P/CAF and CBP/p300 together with p65/ RelA, the catalytic subunit of NFκB, significantly increase VEGFR-2 promoter activity [98] . We have used TSA to study VEGFR-2 gene transcription in mouse mammary cancer cell lines. TSA induced dramatic elevations of VEGFR-2 mRNA and protein levels in some cell lines. These results suggest that, in breast cancer cells, histone acetylation does modulate VEGFR-2 gene transcription (unpublished data).
The Notch signaling-VEGFR-2 link
Notch signaling pathway functions in an enormous diversity of developmental processes and its dysfunction is implicated in many cancers. This evolutionarily conserved pathway in multicellular organisms regulates embryonic and stem cell fate [115] . It is generally believed that tumor angiogenesis will not occur in absence of Notch signaling. When a Notch decoy is introduced in place of a functional Notch receptor at a tumor site in the skin during angiogenesis, cell proliferation stops and the development of the new blood vessels ceases. This suggests that the Notch protein has some significant role in angiogenesis [116, 117] . Indeed, active Notch1 [118] or Notch4 [119] signaling are involved in breast cancer angiogenesis. Soares et al, first demonstrated that a cross talk between Notch and E2 signaling occurs in breast cancer and EC. Notch gene expression was required for tubule-like structure formation in EC. Notch gene expression clustered with hypoxia inducible factor-1 alpha (HIF-1α) and was upregulated by E2. Thus, Notch has significant role in human breast carcinogenesis and angiogenesis [120] .
Notch is a family of four mammalian transmembrane proteins that function as a receptor for membrane bound ligands. There are four mammalian Notch genes, Notch1-Notch4, and five ligands, Jagged1 and Jagged2 (homologs of Drosophila Serrate-like proteins) and Delta-like 1 (DLL1), DLL3 and DLL4. Notch receptors have an extracellular domain made up of multiple epidermal growth factor (EGF) domain; yet, its intracellular domain is made up of many domain types [121] . The Notch proteins have been proven to affect diverse cell programs (proliferation, differentiation, and apoptosis) and as result Notch influences organogenesis and morphogenesis [122] . The activation of a Notch receptor is triggered by ligands expressed on adjacent Jagged and Delta cells. However, it has been found that Dll4 and Jagged1-Notch signaling pathways have opposing effects on angiogenesis [123] . While Jagged1-Notch signaling serves as a proangiogenic regulator [123] , Dll4-Notch signaling has been shown to significantly decrease the expression of VEGFR-2 thus inhibiting the proliferation of angiogenic cells [124] . These two signals operate in equilibrium with one another, so that as the concentration of one signal increases the other will decrease proportionally. As a result of the ligand signaling competitive nature towards one another, it is plausible to speculate that the two are used as antagonistic mechanisms to help regulate the processes of angiogenesis [123, 124] . In vitro, the activation of Notch1 or Notch4 in EC induces the expression of the HESR-1 transcription factor (expressed in mature vasculature, but reduced in proliferating EC) that in turns downregulates VEGFR-2. Notch-mediated reduction in VEGFR-2 levels results in decreased EC proliferation. This Notch mechanism may be involved in the phenotypic changes during EC proliferation and migration to network formation [125] . Overall, one could speculate that the two types of Notch ligands operate to signal the VEGFR-2 to either continue to promote cell proliferation or move onward in the angiogenic process to EC differentiation. Activation of Notch signaling in ER-negative breast cancer cells results in direct transcriptional up-regulation of the apoptosis inhibitor and cell cycle regulator survivin (baculoviral inhibitor of apoptosis repeat-containing 5 or BIRC5). Survivin is highly expressed by cancer cells and binds and inhibits caspase-3, controlling the checkpoint in the G2/M-phase of the cell cycle. Therefore, the Notch-survivin functional gene signature is a hallmark of basal breast cancer, and may contribute to disease pathogenesis [126, 127] . In addition, Notch signaling modulates other pathways, such as PI-3K-Akt and NF-κB, also activated by VEGFR-2 signaling as discussed above. Therefore, crosstalk between Notch and VEGFR-2 signaling may be crucial for angiogenic processes.
In human MCF-7 BC cells over-expression of the γ-secretase (the enzyme that catalyzes intramembrane cleavage of the Notch receptor upon ligand binding required for Notch activation) liberated Notch intercellular domain and increased HIF-1α protein levels by an unknown mechanism [126, 127] . Notch1 signaling can promote NFκB translocation to the nucleus and DNA binding by increasing both phosphorylation of the IκB kinase α/β complex (a repressor of NFκB activation) and the expression of some NFκB family members [128] . We have found that leptin (an adipocytokine) activated NFκB, Sp1 and HIF-1α and increased the expression of Notch mRNA and protein in breast cancer cells under normoxic conditions. Remarkably, leptin induced the expression of Notch1-4, Jagged1 and VEGFR-2 in these cells. In particular, leptin-mediated activation of NFκB increased VEGFR-2 and Notch. Furthermore, leptin increased through several signaling pathways promoter activities of VEGFR-2-Luc transfected-cells. Interestingly, leptin effects on VEGFR-2 were abrogated by a γ-secretase inhibitor. Moreover, VEGFR-2 transcription and expression was heavily dependent on VEGFR-2 gene methylation and histone acetylation that could be linked to leptin and Notch effects (unpublished data). However, the role of Notch-mediated regulation of VEGFR-2 and signaling crosstalk in cancer cells is so far unknown.
Estrogen-mediated regulation of VEGFR-2
Estrogens exert important regulatory functions on vessel wall components, which may contribute to the increased prevalence and severity of certain chronic inflammatory, autoimmune diseases, as well as tumor initiation, progression, particularly in tumors of the breast, endometrium, ovary and prostate [129] [130] [131] . EC have also been identified as targets for estrogens. ERs have been found in EC from various vascular beds. The regulatory functions of estrogen in EC responses are relevant to vessel inflammation, injury, and repair. In these cells, estrogen affects nitric oxide production and release, modulates the expression of ECadhesion molecules and regulates angiogenesis [132] [133] [134] .
The mechanisms through which estrogen regulates VEGFR-2 in angiogenesis are complex and may involve both genomic and non-genomic effects. It was earlier reported that estrogen stimulates EC growth as well as VEGF-dependent angiogenesis by the receptor-mediated pathway, especially ERα [135, 136] . However, non-classical mechanisms through ERα/Sp3 and ERα/Sp4 complexes were found in some cancer cell lines, such as ZR-75 breast cancer cells. In these cells E2 activates GC-rich sites where Sp proteins but not ER-α bind to VEGFR-2 promoter to stimulate mRNA and protein expression [103] . In contrast, in MCF-7 cells, the ERα/Sp protein-VEGFR-2 promoter interactions involve the recruitment of the co-repressors SMRT (silencing mediator of retinoid and thyroid hormone receptor) and NCoR (nuclear receptor corepressor) resulting in decreased VEGFR-2 mRNA levels [137] .
Cytokine and growth factor regulation of VEGFR-2
VEGF is hypoxia-inducible showing a temporal expression pattern that generally parallels VEGFR-2 expression. Contradictory data on the direct role of hypoxia in the regulation of VEGFR-2 were reported. The differential and synergistic regulation of VEGF and VEGFR-2 by hypoxia in an organotypic cerebral slice culture system for EC was linked to a direct induction of VEGF that subsequently up-regulates VEGFR-2 in EC. VEGF-induced VEGFR-2 up-regulation was abrogated by a neutralizing anti-VEGF antibody [138] . In contrast, it was later reported that hypoxia up-regulates VEGFR-2 in cultured cells by a posttranscriptional mechanism [139] .
Inflammation and angiogenesis are frequently coupled in pathological situations like breast cancer. One of the hallmarks of inflammation is an increase in vascular permeability frequently driven by an excess of VEGF and other mediators. Inflammation induces EC activation and capillary sprouting [140] . Pathological angiogenesis is associated with the secretion of cytokines. However, the molecular and cellular mechanisms linking chronic inflammation to tumorigenesis remain largely unresolved. Many cytokines and growth factors are able to increase VEGF expression [141] . However, a reduced number of these factors have been confirmed to regulate VEGFR-2 expression. The majority of inflammatory cytokines exert inflammatory effects through the induction of NFκB. a hallmark of inflammatory responses. Activation of NFκB is essential for promoting inflammation-associated cancer [142] . VEGF [142] and VEGFR-2 [98] promoters have NFκB responsive cis-elements. Therefore, cytokineactivated NFκB increases angiogenesis by direct upregulation of pro-angiogenic genes. VEGFR-2 is associated with inflammatory breast cancer and is, therefore, a target for cancer prevention.
Cytokines have diverse effects on VEGFR-2. PIGF, erythropoietin or PDGF were unable to up-regulate VEGFR-2 [138] . Transforming growth factor-beta (TGF-β) can down-regulate VEGFR-2 [143] but discordant results on TNF-α mediated down-regulation [144] and upregulation [145] of VEGFR-2 have been reported. Moreover, TNF showed contradictory effects on VEGFR-2 activity. TNF induced VEGFR-2, but blocked it signals, thus delaying the VEGF-driven angiogenic response [146] . Members of the chemokine family can also regulate VEGFR-2. CCL23 (also known as MPIF-1, MIP-3, or Ckb8) is a CC chemokine initially characterized as a chemoattractant for monocytes and dendritic cells. In HUVEC, CCL23 mainly induced KDR/Flk-1 expression at the transcriptional level. These effects were linked to CCL23-mediated phosphorylation of SAPK/JNK [147] .
Leptin regulation of VEGFR-2-Recently
, leptin was added to the list of factors that upregulate VEGF and VEGFR-2 [61, 62, 64] . Leptin actions are more often than not related to energy balance. However, leptin is also recognized for its contributions to reproduction, angiogenesis, proliferation and inflammation. Leptin's actions are now being linked to the development and pathogenesis of cancer [148, 149] . Higher levels of leptin are found in female, postmenopausal women and obese individuals. The leptin levels have been related to the incidence of various types of cancer, most notably breast cancer [150, 151] . Leptin is a pleitropic adipocytokine, with mitogenic and angiogenic effects, that promotes anchorage, proliferation of breast cancer cells, microvessel and hematopoiesis and increase the levels of several factors including cell cycle regulators [61, 62, 149] . Breast carcinoma cells express higher levels of leptin and leptin receptor, OB-R, than normal mammary cells and a significant correlation between leptin/OB-R levels with metastasis and lower survival of breast cancer patients has been found [148, 152, 153] . A role for leptin in rodent mammary tumors has been documented. Restriction of caloric intake (25%) reduces mammary tumor incidence and growth in rats treated with 7,12-dimethylbenz[α]anthracene (DMBA) either fed with low or high-fat diets [154] . Moreover, studies on leptin (ob/ob) and OB-R (db/db) deficient mice have provided compelling data supporting a role for leptin in breast cancer development. Obese mice with deficiency in leptin signaling show a significantly lower incidence of mammary tumors than their lean littermates. MMTV (mouse mammary tumor virus)-TGF-α mice have a proclivity to develop mammary tumors but when crossed with leptin/OB-R deficient mice, there is a reduced incidence of mammary tumors in their progeny [155, 156] .
Leptin acts through binding to specific membrane receptors of which six isoforms (OB-R af) have been identified at the present time [157] [158] [159] . Binding of leptin to its receptor induces activation of several canonical (JAK2/STAT; MAPK/ERK 1/2 and PI-3K/AKT1) and noncanonical signaling pathways (PKC; stress-activated protein kinase c-Jun N-terminal kinase, JNK and p38 MAP kinase) to exert its biological effects in food intake, energy balance, and adiposity as well as in the immune and endocrine systems [160, 161] . We have previously found that leptin signaling plays an important role in the growth of breast cancer that is associated with the regulation of pro-angiogenic, pro-inflammatory and pro-proliferative molecules [62] . Leptin increases VEGFR-2 expression in endometrial cancer cells in vitro [64] and in breast cancer cells in vitro and in vivo [61, 62] . In 4T1 cells leptin-mediated upregulation of VEGFR-2 was unaffected by treatment with siRNA targeted against STAT3 whereas inhibition of JAK2, PI-3K and MAPK cascades attenuated the leptin induced increase in VEGFR-2 [62] . In human breast cancer cells ER-positive (MCF-7) or ER-negative (MDA-MB-231), leptin in a dose-response manner significantly increased the levels of VEGFR-2 protein and mRNA [59] . However, the molecular mechanisms of how leptin signaling regulates VEGFR-2 are largely unknown [162] [163] [164] .
Leptin is able to induce the growth of breast cancer cells through activation of the JAK2/ STAT3, ERK1/2, and/or PI-3K pathways, and can mediate angiogenesis by inducing the expression of VEGF [163, 165] . Leptin-mediated activation of mTOR (mammalian target of rapamycin), mainly linked to MAPK, played a central role in leptin regulation of VEGF and VEGFR-2 in endometrial cancer cells [64] . In addition, leptin induces transactivation of the HER2/neu proto-oncogene (c-erbB-2), and interacts in triple negative breast cancer cells with insulin like growth factor-1 (IGF-1) to transactivate the EGF-receptor (EGFR), thus promoting invasion and migration [166, 167] . Leptin can also affect the growth of ER-positive breast cancer cells by stimulating aromatase expression and thereby increasing estrogen levels through the aromatization of androgens, and by inducing MAPK-dependent activation of ER [163, 168] . On the other hand, as it was mentioned in section 7.4, leptin modulates Notch expression in mouse mammary cancer cells. Therefore, leptin-mediated activation of PI-3K/ Akt1/NFκB could be part of the crosstalk linking leptin and Notch signaling to regulate VEGFR-2.
In recent reports, the disruption of leptin signaling using pegylated leptin peptide receptor antagonist (PEG-LPrA2) markedly reduced the growth of tumors and the expression of VEGF/ VEGFR-2 in mouse models of syngeneic and human breast cancer xenografts [61, 62] . The mice treated with PEG-LPrA2 had diminished expression of VEGF/VEGFR-2, OB-R, leptin, IL-1R tI, PCNA and cyclin D1 [59] . PEG-LPrA treatment did not affect mouse leptin levels in plasma suggesting that this compound did not interfere with the systemic leptin metabolism. Pharmacokinetic and toxicological studies suggested that the high molecular weight PEGLPrA2 derivative does not travel through the blood-brain barrier and therefore it is not bound to hypothalamic OB-R or accumulated in the central nervous system of mice. This suggests PEG-LPrA2 may not interfere with leptin biological actions at hypothalamic level. Indeed, no significant effects on body or carcass weight were found between mice treated with PEGLPrA2 or control [59] . These data suggest that inhibition of leptin signaling may serve as a novel adjuvant for prevention and treatment of breast cancer. The dramatic reduction of tumor growth could be directly related to the reduction of VEGF/VEGFR-2 levels and thereby to the abrogation of the VEGF/VEGFR-2 autocrine/paracrine cancer cell survival loop. This could be especially important for populations under higher risk and exhibiting higher levels of leptin such as obese and post-menopausal women. The alarming increase of incidence of obesity in the Western countries emphasizes the importance of these findings [126, 127] .
Clinical Significance of Targeting VEGFR-2
Solid tumor malignancies, including breast, lung and prostate carcinomas, are considered to be angiogenesis dependent. However, antiangiogenic therapies have shown varying results partly because each tumor type secretes a distinct panel of angiogenic factors to sustain its own microvascular network. Additionally, recent evidence has demonstrated that tumors develop resistance to antiangiogenic therapy by turning on alternate angiogenic pathways when one pathway is therapeutically inhibited. The redundancy of these angiogenic pathways provides a plethora of targets for intervention. It is likely that successful complete inhibition of angiogenesis will rely on the use of combination and/or sequential therapies [169, 170] . In this section we will briefly discuss experimental therapies for angiogenesis inhibition in breast cancer.
As already discussed, the role of angiogenesis in carcinogenesis is complex and mediated by many different factors. The central role of the Notch receptor, and its attendant Jagged and Delta cell ligands, and their role in angiogenesis has led to the development of Notch signaling inhibition as a therapeutic intervention. The GSIs or small molecule inhibitors of γ-secretase have shown inhibition of tumorigenesis. The main disadvantage with the use of GSIs is their non-specificity. Many physiological processes require Notch signaling, therefore, toxicity profiles may be profound. Additionally, subsequent development of antibodies directed specifically against the Notch receptor or its ligands would offer another therapeutic alternative [171] .
Tumor hypoxia occurs as tumors grow subsequently leading to an increase in HIF-1α. Acetylation and deacetylation post-translational modifications are critical to HIF-1α signaling. As such, HDAC inhibitors can be considered as a possible therapeutic intervention in breast cancer treatment [172] . The use of HDAC inhibitors in mouse models in combination with VEGF receptor tyrosine kinase inhibitor decreases the expression of angiogenesis-related genes such as angiopoietin-2 and its receptor Tie-2, and survivin in EC. HDAC inhibitors are already in clinical use in treating hematologic malignanices such as myelodisplastic syndrome (MDS) and acute myeloid leukemia (AML) [173] .
Regulation of VEGFR-2 expression by Sp proteins has been previously discussed in this paper (see section 7.2). VEGFR-2 can be targeted by drugs that down regulate Sp proteins or block Sp-dependent trans-activation [72] . Activation of VEGFR-2 via binding of Sp3 and Sp4 with ERα to promoter region of VEGFR-2 is enhanced by E2. It could be hypothesized that blocking secretion of E2 would downregulate this effect and hence inhibit angiogenesis [103, 174] .
Some anti-angiogenic treatment strategies have entered the clinic to date. These agents include a humanized monoclonal antibody directed to VEGF-A (Bevacizumab; Avastin; Genentech Inc, South San Francisco, CA), a chimeric monoclonal antibody directed to the VEGFR-2 (IMC-1C11), several small molecule inhibitors of the VEGFR-2 tyrosine kinase, and a nuclease-stabilized ribozyme (Angiozyme), that specific cleaves both Flt-1 and KDR mRNA [175] . A compilation of antiangiogenetic agents targeting VEGF or VEGFRs now being tested in clinical trials can be found in Table III . Preclinical models have shown regression of solid tumor growth and angiogenesis with anti-VEGF monoclonal antibodies alone or in combination with chemotherapy [176] [177] [178] . Clinical benefit with bevacizumab has been reported from clinically trials in metastatic colon, renal cell, and breast cancer [179] [180] [181] [182] . Bevacizumab was able to significant decrease (66.7%) phosphorylated VEGFR-2 (Y951) in tumor cells and increase in tumor apoptosis after one cycle of bevacizumab alone [181] . Applications of bevacizumab therapy are not confined to cancer. Macular degeneration, a disorder of the retina that is enhanced by age, is the most common cause of irreversible vision loss in older people. The disease is characterized by abnormal blood vessels grow beneath the retina. Therefore, several anti-angiogenic treatments are being tested in the clinic. Among these, anti-VEGF therapies have potential successful applications. Investigations from intravitreal bevacizumab (Avastin) therapy showed promising 6-month results in patients with neovascular macular degeneration [183] .
IMC-1C11, a chimeric monoclonal antibody, binds specifically to the EC-surface extracellular domain of VEGFR-2, blocks VEGF-VEGFR-2 interaction and prevents VEGFR-2 activation of the intracellular tyrosine kinase pathway [184, 185] . The initial Phase I trial of IMC-1C11 was carried out in patients with metastatic colorectal carcinoma. This has provided evidence of the safety and low toxicity for antibody blockade of VEGFR-2, as well as insight into dose and schedule requirements [186] . A fully human anti-VEGFR-2 agent has been produced as a second-generation agent, which is anticipated to be nonimmunogenic for chronic administration as a single agent and in combination with chemotherapy or radiation. Semaxanib (SU5416) was the first specific synthesized potent and selective inhibitor of the VEGFR tyrosine kinase that is presently under evaluation in Phase I clinical studies for the treatment of human cancers [187] . SU5416 was showed to induce growth inhibition in mouse xenotransplants of human tumors. But in several phase II trials, results were disappointing, albeit providing a good security profile [188] . There other additional inhibitors of the VEGFR-2 tyrosine kinase that are currently being examined in clinical trials, such as PTK 787, ZD6474, and CP547632, which have been selected on the basis of relatively selective inhibition of the VEGFR-2 ATP binding site [189] [190] [191] . SCC-S2, a novel antiapoptotic molecule, has shown to decrease the proliferation and tumorigenicity of MDA-MB435 human breast cancer cells [192] . Treatment of these cells with a cationic liposomal formulation of SCC-S2 antisense oligo correlated with decreased expression of VEGFR-2 in tumor cells as well as human lung microvascular EC and loss of cell viability [193] . Targeted therapies with the introduction of adenoviral vector expressing inducible Caspase-9, (iCaspase-9) under transcriptional regulation with EC-specific VEGFR-2 promoter induced apoptosis of proliferating human dermal microvascular EC (HDMECs) [194] .
New compounds/technologies are being developed to target VEGFR-2. Mice treated with VEGFR-2-based DNA vaccine showed significant reduction of renal carcinomas [195] . A series of dual c-Met/VEGFR-2 kinase inhibitors were found to significantly affect growth of human xenografts [196] . Medicinal plants could be new sources for anti-VEGFR-2 drugs. Acetyl-11-keto-beta-boswellic acid (AKBA) derived from Bowawellia serrata inhibits prostate tumor growth by blocking VEGFR-2 signaling [197] . Previous studies in our laboratory have demonstrated that leptin-signal inhibition resulted in decreased growth of mammary tumors derived from mouse and humans. The expression of VEGF and VEGFR-2 was increased under leptin signaling in cell culture and decreased by the actions of leptin peptide antagonists in vitro and in vivo [62] . Thus, our data strongly suggest that leptin signaling inhibition could serve as an additional preventative and/or therapeutic modality for breast cancer.
Conclusions
VEGFR-2 is an important factor for EC development and angiogenesis. Aberrant VEGFR-2 expression/signaling are found in cancer. Paracrine effects of VEGF and diverse cytokines/ growth factors secreted by cancer cells up-regulated VEGFR-2 in EC. Cytokines/growth factors also orchestrate autocrine/paracrine upregulation of VEGFR-2 in cancer cells that is essential for the survival/proliferation actions of VEGF/VEGFR-2 loop. Targeting VEGFR-2 overexpression in endothelial/malignant cells could be an effective way to treat breast cancer. Additional studies are needed to further test and develop specific anti-VEGFR-2 therapies. Deeper understanding of VEGFR-2 regulation and signaling crosstalk mechanisms in cancer cells will likely lead to the development of new therapeutic modalities. Translational studies are needed to test these agents for efficacy and toxicity in the breast cancer patient population.
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